1/6 



Guayule Leaf Strips Transformation Protocol 



Leaves from 1 month old guayule plantlets 
cut into strips or discs 



(Optional pre-treatment) Leaf strips pre-cultured on 
MSBN solid media under reduced light (<1-15 n mol m'^ 
sec'^) for 0-21 days 



Leaf strips soaked in Agrobacteria containing target gene, 
blotted dry with filter paper, then co-cultured in 1/10 MS 
solid medium and held in darkness for 3 days 



Shoot Initia 
Transfer to Vi MSB2G1 n 
light during this phase (4 
media every 2 weeks 


tion 

ledia and kept in reduced 
weeks), replenishing 






Shoot Prolifera 
Transfer to Vz MSB1G0.6 i 
H mol m"^ sec"*) replenishin 
until shoots 1 cm or longer 


ition 

nedia and bright light (50 
ig media every 2 weeks 



Rooting Yi MSI0.1G0.5 medium 
(4 weeks ) 



Maintenance Vi MS 



FIG. 1 
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1/2MSBN 



CAISSON MS Salts 2.17 g 

BA 0.2 mg 

NAA 2.0 mg 

Sucrose 15 g 

pH^ 5.8 

Agar 8 g 

Add 

B5 Vitamin 1 ml 

1/lOMSBN 

CAISSON MS Salts 0.433 g 

BA 2 mg 

NAA 0.5 mg 

glucose 10 g 

MES 100 mg 

pH 5.4 
(For solid, add Gellan Gum 7 g) 

Add 

B5 Vitamin 1 ml 

• Acetosyringon 1 ml 

PluronicF68(10%) 5 ml 

1/2MSB2G1 

CAISSON MS Salts 2.17 g 

KNO3 5g 

BA 2mg 

Sucrose 30 g 

pH 5.8 

Agar 8g 

Add 

B5 Vitamin 1 ml 

CaCb (2.5M) 1 ml 

MgS04 (1 M) 2 ml 

Timentin 200 mg 

Glufosinate (50 mg/ml) 20 |al 



1/2MSB1G0.6 



CAISSON MS Salts • 2.17 g 

KNO3 5g 

BA 1 mg 

Sucrose 30 g 

pH 5.8 

Agar 8 g 

Add 

B5 Vitamin 1 ml 

CaCb (2.5M) 1 ml 

MgS04 (1 M) 2 ml 

Timentin 100 mg 

Glufosinate (50 mg/ml) 12 nl 

RootGO.5 

CAISSON MS Salts 2.17 g 

IBA 0.1 mg 

Sucrose 15 g 

pH 5.8 

Agar 8 g 
************^^^^^^^g* *********** 

Add 

B5 Vitamin 1 ml 

Timentin 100 mg 

Glufosinate (50 mg/ml) 10 ^1 

1/2MS 

CAISSON MS Salts 2.17 g 

Sucrose 15 g 

pH 5.8 

Agar 8 

g************^2^^£j^^^g* *********** 

Add 

B5 Vitamin 1 ml 



FIG. 6 



